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Additional discussion of thermodynamic parameters.
As expected, the stability of reference duplexes ON1:ON2 increases with higher salt concentration due to increased electrostatic screening of the negative charges from the backbones (entry 1, Table S2 ). The relative stability of duplexes between singly or doubly modified 2'-N-(pyren-1-yl)methyl-2'-amino-α-L-LNA and complementary DNA generally increased with decreasing ionic strengths (compare ΔT m and ΔΔG 293 at different [Na + ], entries 2-15, Table S2 ). The increased thermal affinity toward DNA targets is, mostly and irrespectively of ionic strength, the result of less unfavorable entropic contributions, which are not fully counterbalanced by less favorable enthalpic contributions (compare ΔΔH and Δ(T 293 ΔS), entries 2-15, Table S3 ). As previously discussed (S1,S2), this reflects the ability of the preorganized 2'-amino-α-L-LNA building blocks to direct appended intercalators to the duplex core. Oddly, a non-linear trend was generally observed for ΔΔH and Δ(T
293
ΔS) as a function of ionic strength, e.g., enthalpic and entropic contributions were found to be most and least favorable in medium salt buffers, respectively (Table S3) . Accordingly, the underlying reasons for the trends in (Table   S3 ). observed with lower ionic strengths (entries 5-7, Table S4 ). As discussed in the main manuscript, this is a reflection of the substantial entropic contributions to hybridization observed for Invader LNA probes rendering ΔΔG-values highly temperature dependent (Table S5 ). There is no clear correlation between ΔΔH or Δ(T
ΔS) values and ionic strength for single hotspot
Invader LNA probes (entries 1-4, Table S5 ). In contrast, entropic contributions are more 
